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<210> 1

<211> 360
<212> PRT
<213> Escherichia coli

<220>

<223> Release Factor 1 (RF1)

<400> 1

Met Lys
1

Glu Glu

Glu Arg

Ser Arg
50

Ala Gln

65

Glu Leu

Gln val
Leu Glu
Gly Asp
130
Arg val
145
Glu Ile
Phe Glu
Gln Gly
Leu Pro
210
Asp Thr
225
Asp Ser
Cys Gln

val Leu

Pro
val
Phe
35

Cys
Met
Arg
Leu
val
115
Leu
Glu
Ile
ser
Arg
195
Asp
Phe
Ala
Asp

Gly

Ser
Gln
20

Arg
Phe
Met
Glu
Leu
100
Arg
Phe
Ile
Ala
Gly
180
Ile
Ala
Arg
Ile
Glu

260
Ala

Ile
5

Ala
Ala
Thr
Leu
Ala
85

Leu
Ala
Arg
Met
Lys
165
Gly
His
Glu
ser
Arg
245
Arg

Arg

val
Leu
Leu
ASp
ASp
70

Lys

Pro

Gly

Met
Ser
150
Ile
His
Thr
Leu
Sar
230
Ile
ser

Ile

Ala
Leu
Ser
Trp
55

Asp
Glu
Lys
Thr
Tyr
135
Ala
Ser
Arg
sSer
Prc
215
Gly
Thr
GlIn

His

Lys
Gly
Arg
Gln
Pro
Lys
Asp
Gly
120
ser
ser
Gly
val
Ala
200
Asp
Ala
His
His

Ala

Leu
Asp
Glu
Gln
Glu
Ser
Pro
105
Gly
Arg
Glu
Asp
Gln
185
Cys
Ile
Gly
Leu
Lys

265
Ala

Glu
Ala
Tyr
val
Met
Glu
9¢

Asp
Asp
Tyr
Gly
Gly
170
Arg
Thr
AsSn
Gly
Pro
250
Asn

Glu

Ala
Gln
Ala
Gln
Arg
Gln
Asp
Glu
Ala
Glu
vai
val
val
Pro
Gln
235
Thr
Lys

Met

Page 1

Leu
Thr
GlIn
Glu
60

Glu
Leu
Glu
Ala
Glu
140
His
Tyr
Pro
Ala
Ala
220
His
Gly
Ala

Ala

His
Ile
Leu
45

Asp
Met
Glu
Arg
Ala
125
Ala
Gly
Gly
Ala
val
205
Asp
val
Ile
Lys

Lys

Glu
Ala
30

ser
Ile
Ala
Gln
Asn
110
Leu
Arg
Gly
Arg
Thr
190
Met
Leu
Asn
val
Ala

270
Arg

Arg
15

Asp
Asp
Glu
Gln
GIn
95

Ala
Phe
Arg
TVr
Leu
175
Glu
Pro
Arg
Thr
val
255
Leu

Gin
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His
Gln
val
Thr
Asp
80

Leu
Phe
Ala
Trp
Lys
160
Lys
Ser
Glu
Iie
Thr
240
Glu
ser

Gln



Ala
Asp
305
Arg
Leu

Leu

Glu
290
Arg
Ile
ASp

Ala

<210> 2

<211>
<212>
<213>

<220>

<223>

<400> 2

Met
1

Arg
Arg
Glu
Ala
65

Ser
Asn
Leu
Tyr
Ala
145
Phe
Lys
Arg
Ser
Glu
225
Ile
Thr
Gin
Lys
Ala
305
Ser
Arg

Leu

Phe
Ser
Leu
Pro
50

val
Gly
Glu
Glu
Leu
1340
Ser
Lys
ser
Thr
Gly
210
val
ASp
Glu
Cys
Gln
290
Glu
Gln
Thr

Asp

275
Ala

Asn
Asn
Met

Ala
355

365
PRT .
Escherichia coli

Glu

Asp

Glu
35

Glu
val
Leu
Ala
Phe
115
Asp
Met
Thr
val
Glu
195
Gly
Asp
val
ser
Gin
275
Met
Lys
Ile
Gly

GIn
355

Ser
Arg
Leu
Leu

340
Leu

Ile
val
20

Glu
Arg
Asp
Leu
val
100
Arg
Ile
Leu
Glu
Thr
180
Thr
Arg
Asp
Tyr
Ala
260
Asn
Lys
Gln
Arg
val

340
Phe

Thr
Thr
Thr
325
Ile

ser
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Arg
Tyr
310
Leu
Glu

Glu

Arg

295
Asn

Tyr
Pro

GIn

Release Factor 2 (RF2)

280
Asn

Phe
Arg
Ile

Glu
360

Asn Pro val Asn

5
Leu

val
Ala
Thr
Glu
85

Ala
Arg
Gln
Glu
Ile
165
Ile
Gly
ATg
Asp
Arg
245
val
ASD
Ala

Ala

ser

325
Glu

Ile

Arg
Ash
Gln
Leu
70

Leu
Glu
Met
Ala
Arg
150
Ile
Lys
val
His
Ile
230
Thr
Arg
Arg
Lys
Met
310
TYr
Thr

Glu

Gly
Ala
Ala
55

Asp
Ala
Leu
Phe
Gly
135
Met
Glu
Ile
His
Thr
215
ASD
ser
Ile
Ser
leu
295
Glu
val
Arg

Ala

Tyr
Glu
40

Leu
Gln
val
Asp
Ser
120
Ser
Tyr
Glu
Ser
Arg
200
Ser
Ile
Gly
Thr
Gln
280
Tyr
Asp
Leu
Asn

ser
360

Leu
Pro
Leu

Ile
345

Asn
Leu
25

Leu
Gly
Met
Glu
Ala
105
Gly
Gly
Leu
ser
Gly
185
Leu
Phe
Glu
Ala
His
265
His
Glu
Asn
Asp
Thr

345
Leu

Leu Gly

Gln Gly
315

Asp Glu

330

Gln Glu

Arg Ile
10

Asp Tyr
Glu G1n
Lys Glu

Lys GIn
75

Ala Asp

20

Leu Glu

Gtu Tyr
Gly Thr

Arg Trp
155

Glu Gly

170

Asp Tvyr

val Arg
ser Ser
ITe Asn
235
Gly Gly
250
Ile Pro
Lys Ash
Leu Glu
Lys Ser
315
Asp Sser
330
Gin Ala

Lys Ala

Page 2

Ser
300
Arg
val

His

Gln
Asp
Pro
Arg
Gly
Asp
Glu
Asp

Glu
140

Ala

Glu
Ala
Lys
Ala
220
Pro
GIn
Thr
Lys
Met
300
Asp
Arg
val

Gly

Gly
val
Met
GIn

Asp

Ala

Asp
45

ser
Leu
Glu
Lys
Ser
125
Ala
Glu
val
Tyr
Ser
205
Phe
Ala

His

Gly

Asp
285
GlIn
Ile

Ile

Leu

Leu
365

Asp
Thr
Glu

Ala
350

Leu
Lys
val
Ser
Glu
Glu
Leu
110
Ala
Gln
Ser
Ala
Gly
190
Pro
val
Asp
val
Ile
270
Gln
Lys
Gly
Lys

Asp
350

Arg
Asp
Gly

335
Asp

Thr
15

Lys
Trp
Leu
Asp
Thr
Ala
Asp
Asp
Arg
Gly

175
Trp

Phe.

TYyr
Leu
Asn
255
val
Ala
Lys

Trp

Asp

335
Gly

Ser
His
320
Lys

GIn

Glu
Glu
Asn
Glu
val
80

Phe
Gln
Cys
Trp
Gly
160
Ile
Leu
Asp
Pro
Arg
240
Arg
Thr
Met
Asn

Gly

320

Leu

Ser
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<210> 3

<211> 317

<212> PRT

<213> Escherichia coli

<220> _
<223> outer Membrane Protein T1 (OmpT1)

<220>

<221> SIGNAL

<222> (1)...(20)
<223> signal peptide

<400> 3
Met Arg Ala Lys Leu Leu Gly Ile val Leu Thr Thr Pro Ile Ala Ile
-20 -15 -10 -5
Ser Ser phe Ala Sir Thr GTu Thr Lgu Ser Phe Thr Pro ?gp Asn Ile
Asn Ala Asp Ile Ser Leu Gly Tgr Leu Ser Gly Lys Thr Lys Glu Arg
15 2 25
val g%r Lteu Ala Glu Glu ggy Gly Arg Lys val igr GIn Leu Asp Trp
Lys Phe Asn Asn Ala Ala Ile Ile Lys Gly Ala Ile Asn Trp Asp Leu
45 50 55 60
Met Pro Gln Ile ggr Ile Gly Ala Ala ?gy Trp Thr Thr Leu Gly Ser
75
Arg Gly Gly Asn Met val Asp Gln ggp Trp Met Asp Ser Ser Asn Pro
80 90
Gly Thr Trp Thr Asp Glu Ser Arg His Pro Asp Thr GIn Leu Asn Tyr
95 100 105
Ala Asn Glu Phe Asp Leu Asn Ile Lys Gly Trp Leu Leu Asn Glu Pro
110 115 120
Asn Tyr Arg Leu Gly Leu Met Ala Gly Tyr Gin Glu Ser Arg Tyr Ser
125 . 130 135% 140
Fhe Thr ATa Arg Gly Gly Ser Tyr Ile Tyr Ser Ser Glu Glu Gly Phe
145 150 155
Arg Asp Asp Ile Gly Ser Phe Pro Asn Gly Glu Arg Ala Ile Gly Tyr
160 165 170
Arg phe Lys Met Pro Tyr Ile Gly Leu Thr Gly Ser Tyr Arg
175 180 185
Tyr Glu Asp Phe Glu Leu Gly Gly Thr Phe Lys Tyr Ser Gly Trp val
190 195 200
Glu Ser Ser Asp Asn Asp Glu His Tyr Asp Pro Gly Lys Arg Ile Thr
205 210 215 220
Tyr Arg Ser Lys val Lys Asp Gln Asn Tyr Tyr Ser val Ala val Asn
225 230 235
Ala Gly Tyr Tyr val Thr Pro Asn Ala Lys val Tyr val Glu Gly Ala
240 245 250
Trp Asn Arg val Thr Asn Lys Lys Gly Asn Thr Ser Leu Tyr Asp His
255 260 265
Asn Ash Ash Thr Ser Asp Tyr Ser Lys Asn Gly Ala Gly Ile Glu Asn
270 275 280
Tyr Asn Phe Ile Thr Thr Ala Gly Leu Lys Tyr Thr Phe
285 290 295

Lys Gln

<210> 4

<211> 18

<212> PRT

<213> Artificial Sequence

<220>
<223> synthetic switch loop region of Release Factor 1
(RF1), amino acids 287 to 304

<400> 4
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_ 91200-889617-005610PC_SequenceListing.TXT
GIn GIn Ala Glu A}a ser Thr Arg Arg Asn Leu teu Gly Ser Gly Asp
1 10 15

Arg Ser

<210> 5

<211> 18

<212> PRT

<213> Artificial Sequence

«<220>
<223> synthetic N296K mutation in the switch Toop region
of Release Factor 1 (RF1), amino acids 287 to 304

<400> 5
Gln Gln Ala Glu A;a Ser Thr Arg Arg Lys Leu Leu Gly Ser g;y Asp
10

Arg Ser

<210> 6

<211> 18

<212> PRT

<213> Artificial Sequence

<220>
<223> synthetic N296R mutation in the switch Toop region
of Release Factor 1 (RFL), amino acids 287 to 304

<400> 6
G}n Gln Ala Glu A}a Ser Thr Arg Arg égg Leu Leu Gly Ser géy Asp

Arg Ser

<210> 7

<211> 18

<212> PRT

<213> Artificial Sequence

<220>
<223> synthetic L297K mutation in the switch Toop region
of Release Factor 1 (RF1l), amino acids 287 to 304

<400> 7 .
G}n Gin Ala Glu Aga ser Thr Arg Arg Asn Lys Leu Gly Ser Gly Asp
10 15

Arg ser

<210> 8

<211> 18

<212> PRT

<213> artificial Sequence

<220>
<223> synthetic L297R mutation in the switch loop region
of Release Factor 1 (RFl), amino acids 287 to 304

<400> 8
G}n GIn Ala Glu A;a Ser Thr Arg Arg ggn Arg Leu Gly Ser g;y Asp

Arg ser

<210> 9
<211> 18
<212> PRT
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<213> Artificial Sequence

<220>
<223> synthetic L297v mutation in the switch loop region
of Release Factor 1 (RFl), aminc acids 287 to 304

<400> 9 ;
G}n GIn ala Glu A;a Ser Thr Arg Arg égn val Leu Gly Ser g;y Asp

Arg Sser

<210> 10

<211> 18

<212> PRT

<213> Artificial Sequence

<220>
<223> synthetic L298K mutaticn_in the switch Toop region
of Release Factor 1 (RF1), amino acids 287 to 304

<400>_ 10 _

Gin GIn Ala Glu Ala Ser Thr Arg Arg Asn Leu Lys Gly Ser Gly Asp
1 5 10 15

Arg ser

<210> 11

<211> 18

<212> PRT

«213> Artificial Sequence

<220>
<223> synthetic L298R mutation in the switch Toop region
of rRelease Factor 1 (RF1), amino acids 287 to 304

<400> 11
Gln GIn Ala Glu Aga Ser Thr Arg Arg ign Leu -Arg Gly Ser géy Asp
1

Arg Ser

<210> 12

<211> 18

<212> PRT

<213> Artificial Sequence

<220>
<223> synthetic N296K,L297K mutation in the switch Toop region
of Release Factor 1 (RF1), amino acids 287 to 304

<400> 12

GIn G1ln Ala Glu Ala ser Thr Arg Arg Lys Lys Leu Gly Ser Gly Asp
i 5 10 15

Arg Ser

<210> 13

<211> 18

<212> PRT

<213> Artificial Sequence

<220>
<223> synthetic N296K,L297R = Al3 mutation in the switch loop
region of Release Factor 1 (RF1), amino acids 287 to 304

<400> 13
Gln G1In Ala 6lu Ala ser Thr Arg Arg Lys Arg Leu Gly Ser Gly Asp

Page 5



1 5
Arg Ser

<210> 14

<211> 18

<212> PRT

<213> Artificial Sequence

<220>
<223> synthetic N296K,L297v mutation in the switch loop
of Release Factor 1 (RF1l), amino acids 287 to 304

<400> 14
Gln GIn Ala Glu Ala Ser Thr Arg Arg Lys val Leu Gly Ser
1 5 10

Arg Ser

<210> 15

<211> 18

<212> PRT

<213> Artificial Sequence

<220>
<223> synthetic N296K,L297vV mutation in the switch Toop
of Release Factor 1 (RF1), amino acids 287 to 304

<400> 15
Gln GIln Ala Glu A}a Ser Thr Arg Arg ﬁgg Lys Leu Gly Ser

Arg Ser

<210> 16

<211> 18

<212> PRT ‘
<213> Artificial Sequence

<220>
<223> synthetic N296R,LZ297R mutation in the switch loop
of Release Factor 1 (RF1), amino acids 287 to 304

<400> 16

Gln G1n Ala Glu Ala Ser Thr Arg Arg igg Arg Leu Gly Ser
1 5

Arg Ser

<210> 17

<211> 18

<212> PRT

<213> Artificial Sequence

<220>
<223> synthetic N296R,L297V mutation in the switch Toop
of Release Factor 1 (RF1), amino acids. 287 to 304

<400> 17
Gln Gln Ala Glu Aga Ser Thr Arg Arg ?Eg val Leu Gly Ser

Arg Ser

<210> 18

<211> 18

<212> PRT

<213> Artificial Sequence

Page ©
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15

region

Gly Asp
i5

region

Gly Asp
15

region

Gly Asp
15

region

Gly Asp
15



<220>
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<223> synthetic N296K,L297K,L298K mutation in the switch Toop
region of Release Factor 1 (RF1l}, amino acids 287 to 304

<400>

18

G}n Gln Ala Glu Ala Ser Thr Arg Arg Lys Lys Lys Gly Ser Gly Asp
10 15

5

Arg Ser

<210>
<211>
<212>
<213>

<220>
<223>

<400

19

18

PRT

Artificial Sequence

synthetic N296K,L297K,L298R mutation in the switch Toop
region of Release Factor 1 (RFLl), amino acids 287 to 304

19

GIn GIn Ala Glu Ala Ser Thr Arg Arg Lys
1 5 10

Arg Ser

<210>
<211>
<212>
<213>

<220>
<223>

20.

18

PRT

Artificial Sequence

synthetic N296K,L297R,L298K = Al7
region of Release Factor 1 (RF1),

<400> 20

Gln Gln Ala Glu Ala Ser Thr Arg Arg

Lys
5 10

Arg Ser

<Z210>
<211
<212>
<213>

<220
<223>

<400>

21

18

PRT .

Artificial Sequence

synthetic N296K,L297R,L298R = Al8
region of Release Factor 1 (RF1),

21

Gln Gln Ala Glu Ala Ser Thr Arg Arg i%s

5

Arg Ser

<210>
<Z211>
<212>
<213>

<2205
<223>

<400>

22

18

PRT

Artificial Segquence

Lys Arg Gly

mutation in
amino acids

Arg Lys Gly

mutation in
amino acids

Arg Arg Gly

Ser

the
287

Ser

the
287

ser

Gly Asp
15

switch loop
to 304

Gly Asp
15

switch loop
to 304

Gly Asp
15

synthetic N296R,L297R,L298R mutation in the switch Toop
region of Release Factor 1 (RF1), amino acids 287 to 304

22

Gln Gln Ala Glu A}a Ser Thr Arg Arg ggg Arg Arg Gly Ser %gy Asp
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Arg Ser

<210> 23

<211> 18

<2125 PRT

<213> Artificial Sequence

<220>
<223> synthetic N296R,L297K,L298R mutation in the switch Toop
region of Release Factor 1 (RF1), amino acids 287 to 304

<400> 23

GIn GIn Ala Glu Ala Ser Thr Arg Arg Arg Lys Arg Gly Ser Gly Asp
1 5 16 15

Arg. Ser

<210> 24

<211> 18

<212> PRT

<213> Artificial Sequence

<220>
<223> synthetic N296R,L297R,L298K mutation in the switch loop
region of Release Factor 1 (RF1), amino acids 287 to 304

<400> 24
GIn GIn Ala GTu Ala Ser Thr Arg Arg Arg Arg Lys Gly Ser Gly Asp
1 5 10 15

Arg Ser

<210> 25

<211> 18

<212> PRT

<213> Artificial Sequence

<220>
<223> synthetic N296R,L297K,L298K mutation in the switch Toop
region of Release Factor 1 (RF1l), amino acids 287 to 304

<400> 25
Gln Gln Ala Glu Ala Ser Thr Arg Arg Arg Lys Lys Gly Ser Gly Asp
1 5 10 5

Arg Ser

<210> 26

<211> 18

<212> PRT

<213> Artificial Sequence

<220> .

<223> §ynthetic_0mﬁT cleavage peptide sequence inserted
in the switch Toop region of Release Factor 1
(RFL), amino acids 287 to 304

<400> 26
Gln Ala Arg Arg Gly Ser Thr Arg Arg Asn Leu Leu Gly Ser Gly Asp
1 5 10 15

Arg Ser

<210> 27

<211> 18

<212> PRT

<213> Artificial Sequence

Page 8
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<220>

<223> synthetic OmpT_cleavage peptide_sequence inserted
in the switch loop region of Release Factor 1
(RF1), amino acids 287 to 304

<400> 27
Gln Glin Ala Arg Arg Gly Thr Arg Arg an Leu Leu Gly Ser Gly Asp
-5 15

Arg Ser

<210> 28

<211> 18

<212> PRT

<213> Artificial Sequence

<220>

<223> synthetic OmﬁT cleavage peptide sequence inserted
in the switch loop region of Release Factor 1
(RF1), amino acids 287 to 304

<400> 28
Gln GIn Ala Ala Arg Arg Gly Arg Arg Asn Leu teu Gly Ser g]y Asp
1 5 10 5

Arg Ser

<210> 29

<211> 18

<212> PRT

<213> artificial Sequence

<220>

<223> synthetic OmpT_cleavage peptide_sequence inserted
in the switch loop region of Release Factor 1
(RF1), amino acids 287 to 304

<400> 29
GIn Gln Ala Glu Ala Arg Arg Gly Arg an Leu Leu Gly Ser gTy Asp
1 5 5

Arg Ser

<210> 30

«211> 18

<212> PRT

<?213> Artificial Ssequence

<220>

<223> synthetic OmET cleavage peptide_sequence inserted
in the switch loop region of Release Factor 1
(RF1), aminc acids 287 toc 304

<400> 30

GIn GIn ATa Glu Ala Ala Arg Arg Gly Asn Leu Leu Gly Ser Gly Asp
1 5 10 15

Arg Ser

<210> 31

<211> 18

<212> PRT

<213> Artificial Sequence

<220>
<223> synthetic OmpT_cleavage peptide_sequence inserted
in the switch 1oop region of Release Factor 1
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(RF1), amino acids 287 to 304

<400> 31
G1n GIn Ala Glu Ala Ser Ala Arg Arg gay Leu Leu Gly Ser §1y Asp
1 5 ' 5

Arg Ser

<210> 32

<211> 18

<212> PRT

<213> Artificial Sequence

<220>

<223> synthetic OmET cleavage peptide_sequence inserted
in the switch loop region of Release Factor 1
{(RF1), amino acids 287 to 304

<400> 32
Gln GIn Ala Glu Ala Ser Thr Ala Arg igg Gly Leu Gly Ser Egy ASD
5

Arg Sser

<210> 33

<211> 18

<212> PRT

<213> Artificial Sequence

<220>

<223> synthetic ompT_cleavage peptide_sequence inserted
in the switch loop region of Release Factor 1
(RF1), amino acids 287 to 304

<400> 33

GIn G1In Ala Glu Aga Ser Thr Arg Ala igg Arg Gly Gly Ser ggy ASp
1

Arg Ser

<210> 34

<211> 18

<212> PRT

<?213> Artificial Sequence

<220>

<223> synthetic ompT_ cleavage peptide sequence inserted
in the switch loop region of Release Factor 1
(RF1), amino acids 287 to 304

<400> 34 .

Gln G1n Ala Glu Ala Ser Thr Arg Arg Ala Arg Arg Gly Ser Gly Asp
1 5 10 15

Arg Ser

<210> 35

<211> 18

<212> PRT

<213> artificial Sequence

<220>

<223> synthetic OmpT cleavage peptide_sequence inserted
in the switch loop region of Release Factor 1
(RF1), amino acids 287 to 304

<400> 35
GIn 61n Ala Glu Ala ser Thr Arg Arg Asn Ala Arg Arg Gly Gly Asp
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1 5 10 15
Arg Ser

<210> 36

<211> 18

<212> PRT

<213> Artificial Seguence

<220>

<223> synthetic ompT_cleavage peptide_sequence inserted
in the switch Tloop region of Release Factor 1
(RF1), amino acids 287 to 304

<400> 30
Gin Gln Ala Glu A;a Ser Thr Arg Arg ign Leu Ala Arg Arg g}y Asp

Arg Ser

<210> 37

<211> 18

<212> PRT

<213> Artificial Sequence

<220>

<223> synthetic OmET cleavage peptide sequence inserted
in the switch loop region of Release Factor 1
(RF1), amino acids 287 to 304

<400> 37
Gln GIn Ala Glu Aéa Ser Thr Arg Arg égn Leu Leu Ala Arg ?rg Gly
5

Arg Ser

<210> 38

<211> 18

<212> PRT

<213> Artificial Sequence

<220>

<223> synthetic OmﬁT cleavage peptide_sequence tinserted
in the switch Toop region of Release Factor 1
(RF1), amino acids 287 to 304

<400> 38

Gln G1ln Ala Glu Ala Ser Thr Arg Arg Asn Leu Leu Gly Ala Arg Arg
1 5 10 15

Gly Ser

<210> 39

<211> 18

<212> PRT

<213> Artificial Sequence

<220>

<223> synthetic OmpT_cleavage peptide_sequence inserted
in the switch loop region of Release Factor 1
(RF1), amino acids 287 to 304

<400> 39

Gln Gln Ala Glu Ala Ser Thr Arg Arg Asn Leu Leu Gly Ser §1a Arg
1 5 10

Arg Gly

Page 11
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<210> 40
<211> 18
<212> PRT
<213> Artificial Sequence

<220>

<223> synthetic OmET cleavage peptide_sequence inserted
in the switch loop region of Release Factor 1
{(RF1), amino acids 287 to 304

<400> 40

Gln GIn Ala Glu Ala Ser Thr Arg Arg Asn Leu Leu Gly Ser Gly Ala
1 5 10 15

Arg Arg

<210> 41

<211> 18

<212> PRT

<213> Aartificial Sequence

<220>

<223> synthetic OmpT_cleavage peptide sequence inserted
in the switch Toop region of Release Factor 1
(RF1), amino acids 287 to 304

<400> 41

GIn Gln Ala Trp Leu Ala Ala Arg Arg Gly Arg Gly Gly Ser Gly Asp
1 5 10 15

Arg Ser

<210> 42

<211> 18

<212> PRT

<213> Artificial sequence

<220>

<223> synthetic OmﬁT cleavage peptide_sequence inserted
in the switch loop region of Release Factor 1
{(RF1}, amino acids 287 to 304

<400> 42
Gln Gln Ala Glu Tgp Leu Ala Ala Arg Arg Gly Arg Gly Ser ﬁgy Asp
10

Arg ser

<210> 43

<211> 18

<212> PRT

<213> Artificial Sequence

<220>

<223> synthetlc OmﬁT cleavage peptide sequence inserted
in the switch loop region of Release Factor 1
(RF1), amino acids 287 to 304

<400> 43
Gln Gln Ala Glu Aga Trp Leu Ala Ala igg Arg Gly Arg Gly ﬁgy Asp
1

Arg Ser

<210> 44

<211> 18

<212> PRT

<213> Artificial Sequence
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<220>

<223> synthetic ompT cleavage peptide_ sequence inserted
in the switch Toop region of Release Factor 1
(RF1), amino acids 287 to 304

<400> 44
Gln GIn Trp Gly Ggy Arg Trp Ala Arg &%s Lys Gly Thr Ile Gly Asp
15

Arg Ser

<210> 45

<211> 18

<212> PRT

<213> Artificial sequence

<220>

<223> synthetic ompT cleavage peptide sequence inserted
in the switch loop region of Release Factor 1
(RF1), amino acids 287 to 304

<400> 45
Gln Gln Ala Trp Gly Gly Arg Trp Ala Arg Lys Lys Gly Thr Ile Asp
5 10 15

Arg Ser

<210> 46

<211> 18

<212> PRT

<213> Artificial Sequence

<220>

<223> synthetic OmﬁT cleavage peptide sequence inserted
in the switch loop region of Release Factor 1
(RF1), amino acids 287 to 304

<400> 46

GIn Gin Ala Glu Trp Gly Gly Arg Trp Ala Arg Lys Lys Gly Thr Ile
1 5 10 15

Arg Ser

<Z210> 47

<211> 4

<212> PRT

<213> Artificial Seguence

<220>
<223> synthetic OmpT cleavage peptide

<400> 47
Ala Arg Arg Gly

<210> 48

<211> 9

<212> PRT

<213> Artificial Sequence

<220>
<223> synthetic OompT cleavage peptide

<400> 48
Trp Leu Ala Ala Arg Arg Gly Arg Gly
1 3
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<210> 49

<211> 12

<212> PRT

<213> Artificial sequence

<Z220> )
<223> synthetic ompT cleavage peptide

<400> 49
Trp Gly Gly Arg Trp Ala Arg Lys Lys Gly Thr Ile
1 5 10

<210> 50

<211> 9

<212> PRT

<213> Artificial sequence

<220>
<223> synthetic C-terminal sequence of short form of
lambda phage Gam protein {Gams$)

<400> 50 ) ) ) . ]
G}y Gly Ser His His His His His His
5

<210> 51

<211> 42

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic short_form of lambda phage Gam protein
(Gams) gene amplification primer

<400> 51
atatatcata tgaacgctta ttacattcag gatcgtcttg ag

<210> 52

<211> 72

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic short_form of lambda phage Gam protein
(Gams) gene amplification primer

<400> 52

42

dtatatgtcg acttaatgat gatgatgatg atgagaaccce cctacctctg aatcaatatc 60

aacctggtgg tg

<210> 53

<211> 58

<212> DNA

<213> Artificial Sequence

<220>

<223> synthetic 5‘-fra%ment incTuding T7 promoter, constant region
sequence and the mutation site first step

of the N-termina ] i
PCR amplification oligo primer 5chiT2PT7

<400> 53
gcgtactage gtaccacgtg getgatggee gattcattaa tgcagcetgge acgacagg

<210> 54
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<211> 60
<212> DNA

<213> aArtificial

<220>

91200-889617-005610PC_SequenceListing.TXT

Sequence

<223> synthetic_3'-fragment including mutation site, constant
C-terminal region and T7 terminator_sequences first step PCR
amplification oligo primer 3chiT2TT? '

<400> 54

gcgtactage gtaccacgtg getggtggcg gtgagttttc tccttcatta cagaaacgge 60

<210> 55
<211> 28
<212> DNA

<213> Artificial Sequence

<220>

<223» synthetic 5'~-fragment and 3'—fra?ment assembly

overlapping second step PCR sing

<400> 55

e primer 5chiT2

gcgtactage gtaccacgtg gctggtgg 28

<210> 56
<211> 35
<212> DNA

<213> Artificial Sequence

<220>

<223> synthetic WT RF1 variant OmpT cleavage site
screening forward primer

<400> 56

gctcgatgat cctgaaatgc gtgagatggc gcagg 35

<210> 57
<211> 35
<212> DNA

<213> Artificial Sequence

<220>

<223> synthetic M74R RF1 variant OmpT cleavage site
screening forward primer

<400> 57

gctcgatgat cctgaacgec gtgagatgge geagg 35

<210> 58
<211> 38
<212> DNA

<213> Artificial Sequence

<220>

<223> synthetic E76K RF1 variant ompT cleavage site
screening Torward primer

<400> 58

cgatgatcct gaaatgcgta agatggegca ggatgaac 38

<210> 59
<211> 40
<212> DNA

<213> artificial sequence

<220>

<223> synthetic EB84K RF1 variant OmpT cleavage site
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<400>
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screening forward primer

59

caggatgaac tgcgcaaagc taaagaaaaa agcgagcaac

<210>
<211>
<212>
<213>

<220>
<223>

<400>

60

40

DNA

Artificial Sequence

synthetic A85R RF1 variant ompT cleavage site
screening forward primer

60

caggatgaac tgcgcgaacg taaagaaaaa agcgagcaac

<210>
<211>
<212>
<213>

<220>
<223>

<400>

61

44

DNA

Artificial Sequence

synthetic E87R RF1l variant ompT cleavage site
screening forward primer

61

ggatgaactg cgcgaagcta aacgtaaaag cgagcaactg gaac

<210>
<211>
<212>
<213>

<220>
<223>

<400>

62

38

DNA

Artificial Sequence

synthetic E108R RFl variant ompT cleavage site
screening forward primer

62

gccaaaagat cctgatgacc gtcgtaacgc cttcctcg

<210>
<211>
<212>
<213>

<220>
<223>

<400>

63

34

DNA

Artificial Sequence

synthetic T293R RF1 variant OompT cleavage site

screening forward primer
63

caacaggccg aagcgtctcg ccgtegtaac ctge

<210>
<211>
<212>
<213>

<220>
<223>

<400>

64

34

DNA

Artificial Sequence

synthetic N296K RF1 variant ompT cleavage site
screening forward primer

64

gcgtctacce gtcgtaaact getggggagt ggcg

<210>
<211>
<212>

65
36
DNA
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<213> Artificial Sequence

<220>
<223> synthetic S304K RFLl variant ompT cleavage site
screening forward primer

<400> 65
gdgagtggcg atcgcaaggda ccgtaaccgt acttac

<210> 66
<211> 46
<212> DNA
<213> Artificial Segquence

<220>
<223> synthetic N296K/L297v RF1l variant ompT cleavage
site screening forward primer

<400> 66
cgaagcgtct acccgtcgta aagttctggg gagtggcgat cgcage

<210> 67

<211> 46

<212> DNA

<213> Artificial sequence

<220>
<223> synthetic N296K/L297K RF1l variant ompT cleavage
site screening forward primer

<400> 67
cgaagcgtct acccgtcgta aaaagctggg gagtggcgat cgcage

<210> 68

<211> 46

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic N296K/L297R RF1 variant ompT cleavage
site screening forward primer

<400> 68
cgaagegtct acccgtecgta aacgtctggg gagtggogat cgcagce

<210> 69

<211> 46

<Z212> DNA

<213> Artificial Sequence

<220>
<223> synthetic N296R/L297v RF1l variant OmpT cleavage
site screening forward primer

<400> 69 ‘
cgaagcgtct acccgtegtc gegttctggg gagtggcgat cgcage

<210> 70

<211> 46

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic N296R/L297K RF1 variant ompT cleavage
site screening forward primer

<400> 70
cgaagcgtct acccgtegte gecaagetyggg gagtggegat cgcagce
Page 17
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<210> 71

<211> 46

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic N296R/L297R RFl variant ompT cleavage
site screening forward primer

<400> 71 v
cgaagcgtct acccgtcgtc gccgtctggg gagtggcgat cgcage

<210> 72

<21i> 55

<212> DNA

<213> Artificial Sequence

<220>
<223> s ¥nthet1c N296K/L297R/1.298K RFL variant OmpT
eavage site screening forward primer

<400> 72
caggccgaag cgtctacccg tcgtaaacgt aaggggagtg gcgatcgcag cgacc

<210> 73

<211> 55

<212> DNA

<213> Artificial Sequence

<220>
<223> s ¥nthet1c N296K/L297R/L298R RFL variant OmpT
eavage site screening forward primer

<400> 73
caggccgaag cgtctacccg tcgtaaacgt cgcgggagtyg gcgatcgcag cgacc

<210> 74

<211> 35

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic WT RF1l variant OmpT cleavage site
screening reverse primer

<400> 74
cctgcgecat ctcacgecatt tcaggatcat cgagc

<210> 75

<211> 35

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic M74R RF1 variant OmpT cleavage site
screening reverse primer

<400> 75
cctgcgecat ctcacggegt tcaggatcat cgagc

<210> 76

<211> 38

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic E76K RF1 variant ompT cleavage site
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screening reverse primer

<400> 76

gttcatcctg cgccatctta cgcatttcag gatcatcg

<210> 77

<211> 40

<212> DNA ]

<213> Artificial Sequence

<220> ] ) )

<223> synthetic E84K RF1 variant ompT cleavage site
screening reverse primer

<400> 77

gttgeteget tttttcttta gctttgcgeca gttcatectg

<210> 78

<211> 40

<212> DNA )

<213> Artificial Sequence

<220> ) ) )

<223> synthetic AB5R RF1 variant OmpT cleavage site
screening reverse primer

<400> 78

gttgctcget tttttecttta cgttcgegea gttcatcctg

<210> 79

<211> 44

<212> DNA

<213> Artificial Sequence

<220> ) i

<223> synthetic E87R RF1 variant ompT cleavage site
screening reverse primer :

<400> 79

gttccagttg ctcgctttta cgtttagett cgcgcagttc atcc

<210> 80

<211> 38

<212> DNA |

<213> Artificial Sequence

<220> . . _

<223> synthetic E108R RF1 variant OmpT cleavage site
screening reverse primer

<400> 80

cgaggaaggc gttacgacgg tcatcaggat cttttggc

<210> 81

<211> 34

<212> DNA

<213> Artificial Sequence

<220>
<223>

<400>

synthetic T293R RF1l variant OmpT cleavage site
screening reverse primer

81

gcaggttacyg acggcgagac gcttcggect gttg

<210>
<211>
<212>

82
34
PNA
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<213> Artificial Sequence

<220>
<223> synthetic N296K RF1 variant ompT cleavage site
screening reverse primer

<400> 82
cgccactecce cagcagttta cgacgggtag acgc

<210> 83

<211> 36

<212> DNA

<213> Artificial Seguence

<220>
<223> synthetic $304K RFl variant OmpT cleavage site
screening reverse primer

<400> 83
gtaagtacgg ttacggtcct tgcgatcgec actccec

<210> 84

<211> 46

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic N296K/L297v RF1l variant ompT cleavage
site screening reverse primer

<400> 84
gctgcgatcg ccactcccca gaactttacg acgggtagac gettcg

<210> 85

<211> 46

<212> DNA

<213> Artificial sequence

<220>
<223> synthetic N296K/L297K RF1l variant OmpT cleavage
site screening reverse primer

<400> 85
gctgcgatcg ccactcccca getttttacg acgggtagac gettcg

<210> 86

<211> 46

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic N296K/L297R RF1l variant ompT cleavage
site screening reverse primer

<400> 86
gctgcgatcg ccactcccca gacgtttacyg acgggtagac gettcg

<210> 87

<211> 46

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic N296R/L297v RF1l variant ompT cleavage
site screening reverse primer

<400> 87
gctgcgatcg ccactcccca gaacgcgacg acgggtagac gettceg
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<210> 88
<211> 46
<212> DNA
<213> Artificial Sequence

<220>
<223> synthetic N296R/L287K RF1l variant ompT cleavage
site screéning reverse primer

<400> 88
gctgcgateg ccacteccca gettgcgacg acgggtagac geticg 46

<210> 89

<211> 46

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic N296R/L297R RF1l variant ompT cleavage
site screening reverse primer

<400> 89
gctgcgatcg ccactcccca gacggcgacg acgggtagac getteg 46

<210> 90

<211> 55

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic N296K/L297R/L298K RF1l variant OmpT
cleavage site screening reverse primer

<400> 90
ggtcgctygcedg atcgceccacte coccttacgtt tacgacgggt agacgcttcg goctg 55

<210> 91

<211> 55

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic N296K/1L297R/L298R RFLl variant OmpT
cleavage site screening reverse primer

<400> 91
ggtcgctgeg atcgccactc ccgcgacgtt tacgacgggt agacgcttcg goctg 55

<210> 92

<211> 75

<Z212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 0 RF1 variant ompT cleavage peptide
insertion forward oligo primer

<400> 92
gccgaagegt ctacccgtcg taacctgcty gggagtggeg atcgceagcga ccgtaaccgt 60
acttacaact tcccg

<210> 93

<211> 75

<212> DNA

<213> Artificial Sequence

<220>
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<223> synthetic No. 1 RFl variant ompT cleavage peptide
insertion forward oligo primer

<400> 93
cgccgtggtt ctacccgteg taacctgcetg gggagtggcg atcgcagega ccgtaaccgt 60
acttacaact tcccg 75

<210> 94

<211> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 2 RF1l_variant OmpT cleavage peptide
insertion forward oligo primer

<400> 94
gcacgccgtg gtacccgteg taacctgetg gggagtggcg atcgcagcga ccgtaaccgt 60
acttacaact tcccg

<210> 95

<211> 75

<212> DNA

<213> Artificial sequence

<220>
<223> synthetic No. 3 RF1_variant ompT cleavage peptide
insertion forward oligo primer

<400> 95
gccgcacgee gtggtegtcg taacctgetg gggagtggeg atcgcagcga ccgtaaccgt 60
acttacaact tcccyg 75

<210> 96

<211> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 4 RF1_variant ompT cleavage peptide
insertion forward oligo primer

<400> 96
gccgaageac gecgtggteg taacctgctg gggagtggeg atcgcagcga ccogtaaccgt 60
acttacaact tcccyg 75

<210> 97

<211> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 5 RF1 variant ompT cleavage peptide
insertion forward oligo primer

<400> 97
gccgaagegg cacgecgtgg taacctgetg gggagtggcg atcgcagega ccgtaaccgt 60
acttacaact tcccg

<210> 98

<211> 75

<212> DNA

<213> Artificial Sequence

<220>

<223> synthetic No. 6 RF1 variant OmpT cleavage peptide
insertion forward oligo primer
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<400> 98
gccgaagegt ctgcacgceg tggtctgetg gggagtggcg atcgcagcga ccgtaaccegt 60
acttacaact tcccg 75

<210> 99

<211> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 7 RF1 variant OmpT cleavage peptide
insertion forward oligo primer

<400> 99
gccgaagegt ctaccgcacg ccgtggtetyg gggagtggeg atcgcagega ccgtaaccgt 60
acttacaact tcccg 75

<210> 100

<211> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 8 RFl_variant OmpT cleavage peptide
insertion forward oligo primer

<400> 100
gccgaagegt ctaccegtye acgccgtggt gggagtggeg atcgcagcga ccgtaaccgt 60
acttacaact tcccg 75

<210> 101

<211> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 9 RF1_variant OmpT cleavage peptide
dinsertion forward oligo primer

<400> 101
gccgaagegt ctaccecgtcg tgcacgecgt ggtagtggcg atcgcagcga ccgtaaccgt 60
acttacaact tcccg 75

<210> 102

<211> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 10 RF1 variant ompT cleavage peptide
insertion forward oligo primer

<400> 102
gccgaagegt ctacccgtcg taacgcacgce cgtggtggcg atcgcagcga ccgtaaccgt 60
acttacaact tcccg 75

<210> 103

<211> 75

<212> DNA

<213> Artificial sequence

<220>
<223> synthetic No. 11 RF1 variant ompT cleavage peptide
insertion forward oligo primer

<400> 103
gccgaagegt ctacccgteg taacctggea cgcocgtggtg atcgeagega ccgtaaccgt 60
acttacaact tcccg
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<210> 104

<211> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 12 RF1l variant ompT cleavage peptide
insertion forward oligo primer

<400> 104
gccgaagegt ctacccgtcg taacctgetg gcacgccgtg gtcgeagega ccgtaaccgt 60
acttacaact tcccg 75

<210> 105

<211> 75

<212> DNA .

<213> Artificial Sequence

<220>
<223> synthet1c No. 13 RF1 variant OmpT cleavage peptide
insertion forward oligo primer

<400> 105
gccgaagegt ctacccgteg taacctgetg ggggcacgec gtggtagega ccgtaaccgt 60
acttacaact tcccg 75

<210> 106

<211> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 14 RF1 variant ompT cleavage peptide
insertion forward oligo primer

<400> 106
gccgaagegt ctacccgtcg taacctgctg gggagtgcac gecgtggtga ccgtaaccgt 60
acttacaact tcccg 75

<210> 107

<211> 75

<212> DNA

<213> Artificial Ssequence

<220>
<223> synthetic No. 15 RF1 variant OmpT cleavage peptide
insertion forward oligo primer

<400> 107
-gccgaagegt ctacccgtcg taacctgctg gggagtygeg cacgccgtga ccgtaaccgt 60
acttacaact tcccg

<210> 108

<211> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 16 RF1 variant OmpT cleavage peptide
insertion forward oligo primer

<40C> 108
gccgaagegt ctacccgtcg tcgtctgoty gggagtggcg atcgcagcga ccgtaaccgt 60
acttacaact tcccg 75

<210> 109
<211> 75
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<212> DNA
<213> Artificial Sequence

<220>
<223> synthetic No. 17 RF1l variant OompT cleavage peptide
insertion forward oligo primer

<400> 109
gcctgactgg cagcgegtcg cggtcgtggc gggagtggcg atcgcagcga ccgtaaccgt 60
acttacaact tceccg

<210> 110

<211> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 18 RF1 variant ompT cleavage peptide
insertion forward oligo primer

<400> 110
gcegaatgge tggcagegeg tcgcggtcgt ggcagtggeg atcgceagcega ccgtaaccgt 60
acttacaact tcccg

<210> 111

<Z211> 75

<212> DNA

<213> Artificial Seguence

<220>
<223> synthetic No. 19 RF1l variant OmpT cleavage peptide
insertion forward oligo primer

<400> 111
gccgaagecgt ggetggeage gegtcgeggt cgiggcggeg atcgcagcga ccgtaaccgt 60
acttacaact tcccg 75

<210> 112

<211> 75

<212> DNA

<213> Artificial Sequence

<220> '
<223> synthetic No. 20 RF1l variant ompT cleavage peptide
insertion forward cligo primer

<400> 112
tyggygtggece gttgggctcg caagaaaggt actattggeg atcgcagcga ccgtaaccgt 60
acttacaact tcccg 75

<210> 113

<211> 75

<212> DNA

<213> Artificial Sequence

<220
<223> synthetic No. 21 RF1l variant OmpT cleavage peptide
insertion forward oligo primer

<400> 113
gcectggggty gecgttggge tcgcaagaaa ggtactattg atcgcagega ccgtaaccgt 60
acttacaact tceceg 75

<210> 114

<211> 75

<212> DNA

<213> Artificial Sequence
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<220>
<223> synthet1c No. 22 RF1l variant ompT cleavage peptide
insertion forward oligo primer

<400> 114
gccgaatggg gtggccgttg ggctcgcaag aaaggtacta ttcgcagcga ccegtaaccgt 60
acttacaact tcccg

<210> 115

<211> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 0 RF1l variant ompT cleavage peptide
insertion reverse oligo primer

<400> 115
gctgcgatcg cractcccca gcaggttacg acgggtagac gettcggoct gttggegitt 60
tgccatttca gcage 75

<210> 116

<211> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 1 RFl variant OmpT cleavage peptide
insertion reverse oligo primer

<400> 116
gctgecgatcg ccactcccca gcaggttacg acgggtagaa ccacggegtg cttggcgttt 60
tgccatttca gcagc 75

<210> 117

<211l> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 2 RF1_variant ompT cleavage peptide
insertion reverse oligo primer

<400> 117
gctgcgatcg ccactcccca geaggttacg acgggtacca cggcgtgcct gttggegttt 60
tgccatttca gcage 75

<210> 118

<211> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 3 RFl variant ompT cleavage peptide
insertion reverse oligo primer

<400> 118
gctgcgatcg ccacteccca geaggttacg acgaccacgg cgtgcggect gttggegttt 60
tgccatttca geagce 75

<210> 119

<211> 75

<212> DNA

<213> Artificial Sequence

<220
<223»> synthetic No. 4 RF1l variant OmpT cleavage peptide
insertion reverse oligo primer
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<400> 119
gctgcgatey ccactcccca gcaggitacg accacggcegt gottcggeet gtiggegttt 60
tgccatttca gcagce 75

<210> 120

<211> 75

<212> DNA

<213> artificial Sequence

<220>
<223> synthetic No. 5 RF1_variant ompT cleavage peptide
insertion reverse c¢ligo primer

«<400> 120
gctgecgatcg ccactcccca gcaggttacce acggegtgec gettcggect gttggegttt 60
tgccatttca geage 75

<210> 121

<211> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 6 RFL variant ompT cleavage peptide
insertion reverse oligo primer

<400> 121
gctgcgatcg ccactcccca gcagaccacg gegtgcagac gottcggect gttggegttt 60
tgccatttca gcagc

<210> 122

«211> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 7 RF1_variant OmpT cleavage peptide
insertion reverse oligo primer

<400> 122
gctgcgatcg ccactcccca gaccacgygcey tgcggtagac gcttcggect gttggegitt 60
tgccattteca geagce 75

<210> 123

<21l> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. B RF1l_variant OmpT cleavage peptide
insertion reverse O]'lgO pr1mer

<400> 123
gctgegatcg ccactcccac cacggegtge acgggtagac gcttcggect gttggegttt 60
tgccatttca gecage

<210> 124

<211> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 9 RF1_variant OmpT cleavage peptide
insertion reverse oligo primer

<400> 124
gctgcgatey ccactaccac ggcgtgcacg acgggtagac gettcggect gttggegttt 60
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tgccatttca gcagce 75

<210> 125

<211> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 10 RFL variant OmpT cleavage peptide
insertion reverse oligo primer

<400> 125
gctgcgateg ccaccacggc gtgogttacg acgggtagac gettcggect gttggcgttt 60
tgccatttca geage 75

<210> 126

<211> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 11 RFl variant OmpT cleavage peptide
insertion reverse oligo primer

<400> 126
gctgcgatca ccacggegty ccaggttacyg acgggtagac gettceggect gttggegttt 60
tgccatttca gcagce

<210> 127

<211> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 12 RF1l variant OmpT cleavage peptide
‘insertion reverse oligo primer

<400> 127
gctgecgacca cggcgtgeca gcaggttacg acgggtagac gcttcggect gttggegttt 60
tgccatttica gcage

<210> 128

<211> 75

<212> DNA

<213> Artificial sequence

<220>
<223> synthetic No. 13 RF1 variant ompT cleavage peptide
insertion reverse oligo primer

<400> 128
gctaccacgg cgtgccccca gcaggttacg acgggtagac gcttcggcct gttggegttt 60
tgccatttca gcage 75

<210> 129

<211> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 14 RFl variant ompT cleavage peptide
insertion reverse oligo primer

<400> 129
accacggcgt gcactcccca gcaggttacg acgggtagac gcttcggect gttggcgttt 60
tgccatttca gcagc

<210> 130
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<211> 75
<212> DNA
<213> Artificial Sequence

<220>
<223> synthetic No. 15 RF1 variant ompT cleavage peptide
insertion reverse oligo primer

<400> 130
acggcgtgcg ccactcccca gecaggttacg acgggtagac gcttcggect gttggegttt 60
tgccattteca gcage

«210> 131

<211> 75

<212> DNA

«213> Artificial Sequence

<220>
<223> synthetic No. 16 RF1l variant ompT cleavage peptide
insertion reverse oligo primer

<400> 131
gctgcgatcg ccactcccca gcagacgacg acgggtagac gettcggect gttggegttt 60
tgccatttca geagce

<210> 132

211> 75

«<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 17 RFl variant OmpT cleavage peptide
1nsert10n reverse 01790 pr‘1mer

<400> 132
gctgcgatcyg ccactcccgc cacgaccgcg acgcgctgcc agccaggect gttggegttt 60
tgccatttca gcagc ' 75

<210> 133

<211> 75

<212> DNA

<213> Artificial sequence

<220>
<223> synthetic No. 18 RF1 variant OmpT cleavage peptide
insertion reverse oligo primer

<400> 133
gctgegatcy ccactgecac gaccgcgacg cgctgccage cattcggect gttggegttt 60
tgccatttca gcagc

<210> 134

<211> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 19 RF1 variant OmpT cleavage peptide
insertion reverse oligo primer

<400> 134
gctgegateg ccgocacgac cgcgacgege tgccagecac gotteggect gttggegttt 60
tgccatttca gecagce 75

<210> 135

<211> 75

<217> DNA

<213> Artificial Sequence
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<220>
<223> synthetic No. 20 RF1l variant ompT cleavage peptide
insertion reverse oligo primer

<400> 135
gctgcgateg ccaatagtac ctttcettgeg agcccaacgg ccaccccact gttggegttt 60
tgccatttca gcagc 75

<210> 136

<211s 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 21 RFl variant ompT cleavage peptide
insertion reverse oligo primer

<400> 136
gctgcgatca atagtacctt tcttgcgagc ccaacggceca ccccaggcct gttggegttt 60
tgccattteca geage

<210> 137

<211> 75

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic No. 22 RFl variant OompT cleavage peptide
insertion reverse 01190 pi"'lmer

<400> 137
gctgcgaata gtacctttct tgcgagccca acggccacce cattcggect gttggegttt 60
tgccatttca gcagce 75

<210> 138

<211> 66

<212> DNA

<213> Artificial Sequence

<220> ' .
<223> synthetic RF1l amplification primer 5His-RF1

<400> 138
catatgcatc accatcacca tcacggtggt ggctctaage cttctatcgt tgccaaactg 60
gaagcc

<210> 139

<211> 33

<212> DNA

<213> Artificial Ssequence

<220>
<223> synthetic RFL amplification primer 3RF1

<400> 139
gtcgacttat tcctgctcgy acaacgccgc cag 33

<210> 140

<211> 90

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic ¢ligonucleotide-Mediated Alleldic
rReplacement (OMAR) PCR oligo 1lopRF1 KR

<400> 140
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gggaagttgt aagtacggtt acggtcgctg cgatccccty aaccaagacg ctttcgacgg 60
gtagacgctt cggcctgttg gcgttttgec

<210> 141

<211> 90

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic Oligonucleotide-Mediated Allelic
Replacement (OMAR) PCR oligo 1opRF1l KRR

<400> 141
gggaagttgt aagtacggtt acggtcgctg cgatcccctg aaccacgacg ctttcgacgg 60
gtagacgctt cggcectgitg gcgttttgec 90

<210> 142

<211> 90

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic Oligonucleotide-Mediated Allelic
Replacement (OMAR) PCR oligo lopRF1l KRK

<400> 142
gggaagttgt aagtacggtt acggtcgctg cgatcccctg aacccttacg ctttcgacgg 60
gtagacgctt cggcctgttg gegttttgcec 90

<210> 143

<211> 22

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic Mismatch Amplification Mutation Assay
(MAMA) PCR oligo 3KR op-PCR

<400 143
gcgatcccct gaaccaagac gc 22

<210> 144

<211> 21

<2125 DNA

<213> Artificial Sequence

<220
<223> synthetic Mismatch Aamplification Mutation Assay
(MAMA) PCR .cligo 3 KRR op-PCR

<400> 144
cgatcceoccty aaccacgacg ¢ 21

<210> 145
<211> 23
<212> DNA
<213» Artificial Sequence

<220>
<223> synthetic Mismatch Amplification Mutation Assay
(MAMA) PCR oligo 3KRK op-PCR

<400> 145
tgcgatccee tgaaccctia cgce 23

<210> 146
<211> 22
<212> DNA
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<223>

<400>
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Artificial Sequence

synthetic Mismatch Amplification Mutation Assay
{MAMA) PCR oligo 5 RF1 op-PCR

146

cgtgacggag ataacgaacg cc

<210>
<Z211>
<212>
<213>

<220>
<223>

<400>

147

19

DNA

Artificial Sequence

synthetic rolling circle amplification and primer
extension sequencing primer T7

147

taatacgact cactatagg

<210>
<211>
<212>
<213>

<220>
<223>

<400>

148

18

DNA

artificial Sequence

synthetic rolling circle amplification and primer
extension sequencing primer T7 term

148

gctagttatt gctcageg

<210>
<21%>
<212>
<213>

<220>
<223>

<400>

149

39

DNA

Artificial Sequence

synthetic site directed mutagenesis variant
SP-00067_v422 sense oligo primer for introducing
amber codon in Herceptin

149

cgttggcagc agggtaatta gttcagctge agcgttatg

<210>
<211>
<212>
<213>

<220>
<223>

<400>

150

39

DNA

Artificial Seguence

synthetic site directed mutagenesis variant
SpP-00067_v422 antisense ¢ligo primer for
introducing amber codon in Herceptin

150

cataacgctg cagctgaact aattaccctg ctgecaacg

<210>
<211>
<212>
<213>

<220>
<223>

151

42

DNA

Artificial Sequence

synthetic site directed mutagenesis variant
SP-00127_S415 sense oligo primer fer introducing
amber codon in Herceptin
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151

gcaagctgac cgtcgataaa tagcgttgge agcagggtaa tg

<210
<211>
<212>
<213>

<220>
<223>

<400>

152

42

EPNA

Artificial Sequence

synthetic site directed mutagenesis variant
$P-00127_s415 antisense oligo primer for
introducing amber codon in Herceptin

152

cattaccctg ctgccaacgce tatttatcga cggtcagctt gc

<210>
<211>
<212>
<213>

<220>
<223>

<400>

153

36

DNA

Artificial Sequence

synthetic site directed mutagenesis variant
SP-00128_Q418 sense oligo primer for introducing
amber codon in Herceptin

153

cgataaaagc cgttggtagc agggtaatgt gttcag

<210>
<211>
<212>
<213>

<220>

<223>

<400>

154

36

DNA )

Artificial Sequence

synthetic site directed mutagenesis variant
$P-00128_Q418 antisense oligo primer for
introducing amber codon in Herceptin

154

ctgaacacat taccctgcta ccaacggctt ttatcg

<210>
211>
<212>
<213>

<220>
<223>

<400>

155
35
DNA
Artificial Sequence

synthetic site directed mutagenesis variant
SP-00114_P343 sense olige primer for introducing
amber codon 1in Herceptin

155

gcaaagcgaa aggccaatag cgtgaaccgc aggtc

<210>
<211>
<212>
<213>

220>
<223>

<400>

156

35

DNA

Artificial Sequence

synthetic site directed mutagenesis variant
SP-00114_pP343 antisense oligo primer for
introducing amber codon in Herceptin

156

gacctgeggt tcacgctatt ggectttcge tttge
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<210> 157

<211> 40

<212> DNA

<213> Artificial Seqguence

<220>

<223> synthetic site directed mutagenesis variant
SP-00112_G341 sense oligo primer for introducing
amber codon in Herceptin

<400> 157
gacgatcagC aaagcgaaat agcaaccgcg tgaaccgcag

<210> 158

<211> 40

<212> DNA

<213> Artificial sequence

<220>

<223> synthetic site directed mutagenesis variant
sp-00112_c341 antisense oligo primer for
introducing amber codon in Herceptin

<400> 158
ctgcggttca cgcggttget atttegettt getgatcgte

<210> 159

<211> 41

<212> DNA

<213> Artificial Sequence

<220>

<223> synthetic site directed mutagenesis variant
SP-00102_K320 sense oligo primer for introducing
amber- codon in Herceptin

<400> 159
gctgaatggt aaagaatact agtgcaaagt gagcaacaag g

<210> 160

<211> 41

<212> DNA .

<213> Artificial Sequence

<220>

<223> synthetic site directed mutagenesis variant
sP-00102_K320 antisense oligo primer for
introducing amber codon in Herceptin

<400> 160
ccttgttget cactitgcac tagtattctt taccattcag c

<210> 161

<211> 39

<212> DNA .

<213> Artificial sequence

<220>

<223> synthetic site directed mutagenesis variant
SP-00066_r404 sense oligo primer for introducing
amber codon in Herceptin

<400> 161
ctggacagcg acggtagcta gtttctgtat agcaagctg

<210> 162
<211> 39
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<212> DNA
<213> Artificial Sequence

<220>

<223> synthetic site directed mutagenesis variant
SP-00066_F404 antisense oligo primer for
introducing amber codon in Herceptin

<400>. 162
cagctigcta tacagaaact agctaccgtc gctgtccag

<210> 163

<211> 32

<212> DNA

<213> Artificial Sequence

<220>

<223> synthetic site directed mutagenesis variant
SsP-00113_Q342 sense oligo primer for introducing
amber codon in Herceptin

<400> 163
gcaaagcgaa aggctagccg cgtgaaccgc ad

<210> 164

<211> 32

<212> DNA

<213> Artificial Sequence

<220>

<223> synthetic site directed mutagenesis variant
$P-00113_Q342 antisense oligo primer for
introducing amber codon in Herceptin

<400> 164
ctgcggttca cgeggetage ctttegettt ge

<210> 165

<211> 42

<212> DNA

<213> Artificial Sequence

<220>

<223> synthetic site directed mutagenesis variant
SP-00096_T299 sense oligo primer for introducing
amber codon in Herceptin

<400> 165
gtgaggaaca atacaatagc tagtatcgcg tagtgagegt gc

<210> 166

<211> 42

<212> DNA

<213> Artificial Sequence

<220>

<223> synthetic site directed mutagenesis variant
SP-00096_T299 antisense oligo primer for
introducing amber codon in Herceptin

<400> 166 .
gcacgctcac tacgcgatac tagcectattgt attgttcctc ac

<210> 167
<211> 30
<212> DNA
<213> Artificial Sequence
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<220>
<223> synthetic site directed mutagenesis variant
SsP-00120_v373 sense oligo primer for introducing
amber codon in Herceptin

<400> 167
ggtgaagggc ttttagccga gcgacatcgce

<210> 1568
<211> 30
<212> DNA
<213> Artificial Sequence

<220>

<223> synthetic site directed mutagenesis variant
$P-00120_Y373 antisense cligo primer for
introducing amber codon in Herceptin

<400> 168
gcgatgtcge tcggetaaaa geccttcace

<210> 169

<211> 38

<212> DNA

<213> Artificial Sequence

<220>

<223> synthetic site directed mutagenesis variant
SP-00094_N297 sense oligo primer for introducing
amber codon in Herceptin

<400> 169
cgcgtgagga acaatactag agcacgtatc gcgtagtg

<210> 170

<211> 38

<212> DNA

<213> Artificial sequence

<220>

<223> synthetic site directed mutagenesis variant
SP-00094_N297 antisense oligo primer for
introducing amber codon in Herceptin

<400> 170
cactacgcga tacgtgctct agtattgttc ctcacgeyg

<210> 171

<211> 38

<212> DNA

<213> Artificial Seguence

<220>

<223> synthetic site directed mutagenesis variant
SP-00125_F405 sense oligo primer for introducing
amber codon in Herceptin

<400> 171
gacagcgacg gtagcttcta getgtatagc aagetgac

<210> 172

<211> 38

<212> DNA

<213> Artificial Sequence

<220>
<223> synthetic site directed mutagenesis variant
sP-00125_F405 antisense oligo primer for
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introducing -amber codon in Herceptin

<400> 172
gtcagettge tatacagcta gaagctaccg tcgetgtc
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